Abbreviations:
HPLC, high performance liquid chromatography; TLC, thin layer chromatography; 2,4D, 2,4-dichlorophenoxyacetic acid; BAP, 6-benzyl-aminopurine.
Reprint requests to Prof. Dr. Werner. From seeds shorter than 7 mm it was difficult to remove embryos. Immature embryos were separated from the seeds by dissection and were cultured in (2x18 cm) test tubes. Pieces of 4-6 mm were excised from immature cotyledons and placed in petridishes containing 20 ml of agar medium.
Materials and Methods

Plant material, culture conditions and media
B5 medium [10] with various phytohormones and 10 amino acids was used for all studies [6] . All cultures were kept in the dark at 28 °C for 2 weeks and then transferred to 23 °C with a 16 h light and 8 h dark regime. All media used were solidified with 0.75% agar and had a pH of 5.5.
For suspension cultures, 6 weeks old calli obtained from epicotyl expiants of the tannin free cultivar were cut into small pieces and placed in 100 ml Erlenmeyer flasks with 50 ml liquid medium. Incubation was at 23 °C on a shaker (120 rpm). 
Extraction, identification and quantification of phytoalexins
Thin layer chromatography (TLC)
TLC analysis was done as described by Hargreaves et al. [13] using Merk silica plates (0.2 mm) with a solvent system of hexane -acetone 2:1 (v/v).
Results and Discussion
Callus cultures in Vicia faba
In Vicia faba a difficulty in the in vitro culture is the often observed so-called "blackening" of tissue. After placing excised plant tissue for a few hours on different media, some of them became black rapidly. When well formed calli or calli with roots or shoots were transferred to a new medium, some of these also turned black and died afterwards. In cell suspension cultures this problem also occurred when the suspended cell aggregates were transferred to a new medium, especially on agar solidified medium. The phenomenon of "blackening" differs from senescence of calli or dried calli. In the latter cases, colours of calli changed from cream white or green to pale brown. For this change at least one week is needed. In the case of "blackening", calli or plant material immediately changed to a black colour.
Phytoalexins in calli
When well growing calli were compared with black calli by TLC some new bands occurred. 
